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Detailed protocol 


*original volume: serum (100-200ul), BAL fluid (1ml) 

<Virus-specific antibody ELISA> 

1.Coating with PFA-inactivated (PR8 virus incubated in 0.1% PFA in PBS for 1 wk at 4'c) PR8 virus (1046 pfu equivalent per 100ul) 
2.Sample dilution: indicated in the figure (need to be serially diluted) 
3.Capture with HRP-conjugated anti-mouse IgG2b, IgG2c, IgA.... 
-Anti-mouse IgM-HRP (1020-05) (SouthernBiotec) 1/1000 
Anti-mouse IgG1-HRP (1070-05): 1/1000 

Anti-mouse IgG2c-HRP (1079-05): 1/1000 

Anti-mouse IgG3-HRP (1100-05): 1/1000 

Anti-mouse IgA-HRP (1040-05): 1/1000 

Anti-mouse IgG2b-HRP (1090-05): 1/1000 


<Secretory IgA ELISA> 

1.Coating with 2ug/ml goat anti-mouse plgR purified Ab (R&D systems, #AF2800) 
2.Sample (BAL fluid) dilution: 1:50~1:200 

3.Capture with HRP-conjugated anti-mouse IgA (SothernBiotech #1040-05, 1:1000) 


<pigR (SC) ELISA> 

1.Coating with BAL fluid (1:50)/ for standard curve, coating with recombinant pigR protein (R&D systems, #2800-PG-050) 
2.Sample: 2ug/ml goat anti-mouse plgR purified Ab (R&D systems, #AF2800) 

3.Capture with 1:100 HRP Donkey anti-goat IgG (H+L) (Jackson Immunoresearch, #705-035-147) 
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